. Expression of the U3 snoRNA results in altered in vivo DMS reactivity of the nucleotides near the 5'-end pseudoknot of the 18S rRNA. DMS was added at 16 h after shifting the yeast to dextrose to deplete the endogenous U3 snoRNA. Yeast either contained a plasmid that expressed the tagged U3 snoRNA (+U3; U3 WT) or an empty vector (-U3; EV). Total RNA was extracted from unmodified (Un) and modified (+DMS) Figure   4 ). Nucleotides with altered reactivity as a result of the presence of the U3 snoRNA, as compared to absence of the U3 snoRNA, are shown on the secondary structure of the 18S rRNA "http://www.rna.ccbb.utexas.edu/". Blue circles denote nts with lower reactivity, while red circles denote nts with higher reactivity. The size of the dot represents the intensity of the change. The purple boxes highlight the nts involved in the formation of the 5'end pseudoknot. Supplementary Table S1 . List of plasmids expressing the mutant U3 snoRNAs and the pre-rRNA used in these studies. All the U3 snoRNA genes were cloned into either pRS313 (HIS marker) or pRS314 (TRP marker). The U3 snoRNAs carry a unique sequence for detection purposes (see Figure 1 and Experimental Procedures).
Plasmid
Mutations in U3 snoRNA Reference Supplementary Table S2 . List of oligonucleotides used for site directed mutagenesis, northern blotting and primer extension. Supplementary Table S3 . Summary of changes in chemical reactivity of 5'ETS nts in the presence of the mutated U3 snoRNAs, as compared to the absence of the U3 snoRNA as a reference point. E indicates an enhancement and its relative strength is indicated by e or EE, from weakest to strongest. P indicates a protection and its relative strength is indicated by p or P, from weakest to strongest. 
